stantially change the amount of TRPC1 expression or and TRPC6 did not co-IP with any native Homer. All the fraction at the plasma membrane. In previous stud-TRPC family members co-IPed with native anti-IP 3 R.
ies, combined expression of TRPC1 with TRPC4/5 was The anti-IP 3 R antibody was generated against native rat reported to be important for detection of TRPC1 at the cerebellum IP 3 R and recognizes all three IP 3 R family plasma membrane (Hofmann et al., 2002). Consistent members (Nucifora et al., 1996). TRPC1, TRPC2, and TRPC6 showed less robust co-IP with the IP 3 R than with this report, coexpression of TRPC1 with TRPC4 resulted in ‫-01ف‬fold increase of TRPC1 at the membrane tants yielded results that also appeared paradoxical. As expected, deletion of the C terminus after the PRD, surface. In our experiments, the ability to detect TRPC1 at the plasma membrane is likely due to the efficiency TRPC1(1-650), did not reduce binding in GST-H3 pulldown assays ( Figure 2B Homer binding site that may be allosterically influenced To examine the molecular determinants of Homer interby its C terminus. action with native TRPC1, we used GST-Homer in pull-
The second site was identified by sequential deletion down assays with detergent lysates from brain. Native analysis and point mutagenesis. We determined that an TRPC1 from cerebellum bound GST-Homer 3 EVH1 N-terminal fragment, which includes the ankyrin repeats (GST-H3) and migrated on SDS-PAGE as a single band [TRPC1(1-316)], binds GST-H3, and mapped the region of the anticipated size for a monomer ( Figure 1C ] i measurement conIn Vitro Binding and Protein Expression GST fusion constructs were prepared by polymerase chain reaction tained (in mM): 140 NaCl, 5 KCl, 1 MgCl 2 , 10 HEPES-KOH (adjusted to pH 7.4 with NaOH), 10 glucose, and either 1-2 mM CaCl 2 or with specific primers that included SalI NotI sequences and subcloned into pGEX4T-2 vector (Pharmacia Biotech, Uppsala, Swe-0.1-0.2 mM EGTA (Ca 2ϩ -free). Agonists and other additives were included in the bath perfusate. HEK 293 Cells were grown on glass den). Constructs were confirmed by sequencing. GST-fusion proteins were expressed in BL21 bacterial strains. Bacteria were coverslips and transfected with the desired construct using lipofectamine reagent. Twenty-four to forty-eight hr posttransfection, the harvested and lysed in PBS, 1% Triton X100, 2 mM phenylmethylsulfonyl fluoride (PMSF), and pelleted at 13,000 rpm (Sorvall SS-34) at cells were loaded with 2 M Fura 2 acetoxymethyl ester by 30 min incubation at 37ЊC. Pancreatic acinar cells were prepared by 4ЊC for 5 min. Proteins were purified by incubating 1.5 ml bed volume glutathione-Sepharose (GST) beads (Sigma) with bacterial supernastandard collagenase digestion procedure, as described before (Shin et al, 2000) and loaded with 5 M Fura 2 acetoxymethyl ester tant at 4ЊC for 30 min and washing twice with PBS and PBS plus 1% Triton X-100.
by 20 min incubation at room temperature. After loading, cells were washed and incubated in extracellular medium for 20 min to allow HEK293 cells were transfected with 10 g of cDNA per 10 cm dish using calcium phosphate method and incubated at 37ЊC, 5% completion of Fura 2/AM hydrolysis. Fura 2 fluorescence of HEK293 cells was measured by illuminating the cells with an alternating 340/ CO 2 for 2 overnights. Cells were lysed using 1 ml of binding buffer: 1ϫ PBS buffer ϩ 5 mM EDTA, 5 mM EGTA, 1 mM NaVO3, 10 mM 380 nm light delivered every 0.5 s. Fluorescence intensity at 510 nm was measured with a DeltaRAM fluorimetric system (PTI Inc., NaPyrophosphate, 50 mM NaF [pH 7.4] containing 1% Triton X-100,
